INTRODUCTION
In this protocol, RNA is first isolated by organic extraction with the phenolic Trizol reagent and further purified by solid-phase purification using Qiagen RNeasy columns. The protocol is modified from the manufacturer's instructions. We find better results using 1.5 -2 times more Trizol than is recommended. This is particularly the case for fatty tissues such as ovaries. In many instances it is not necessary to perform the solid-phase purification. The Trizol protocol alone will yield RNA pure enough for labeling purposes.
PRECAUTIONS
Laboratory safety. It is assumed that users have a sound knowledge of molecular biology techniques and safe laboratory practices. Before undertaking a new protocol or using unfamiliar reagents users should review relevant Material Safety Data Sheets to identify potential hazards and recommended precautions. Prevent RNase contamination. When working with RNA it is essential to avoid contamination with RNase. Please follow these precautions. Use RNase-free virgin plastic ware. Use RNase-free solutions (Note all traces of DEPC must be removed to avoid degradation of Cy dyes). Do not handle tubes or reagents with ungloved hands. Clean the inside and the outside of the barrel of micropipettes and/or use barrier tips.
MATERIALS
• TRIzol reagent; Invitrogen Life Sciences, Cat. # 155-96-011.
• Chloroform; EM Scientific, Cat. # CX1055-6.
• Ethanol.
• Disposable plastic homogenizer for microcentrifuge tubes.
• 1.5 ml and 2 ml microcentrifuge tubes.
• Temperature-regulated centrifuge; Eppendorf 5415 R.
• 
PROCEDURE Trizol RNA isolation
Adapted from Invitrogen Life Technologies Trizol manual. The protocol is written for 50 mg of tissue that is homogenized in a microcentrifuge tube with a plastic pestle. This can be readily scaled up using a mortar and pestle and/or a Dounce homogenizer to homogenize frozen tissue. Make sure that flies/tissue is snap frozen in liquid nitrogen, stored at -80 o C and not allowed to thaw prior to being homogenized rapidly in Trizol. If you are dissecting tissue make sure to snap freeze the material as it is collected. This can be done by progressively adding dissected tissue to a microcentrifuge tube sitting in dry ice as you perform the dissections.
Please note that Trizol (phenol) and chloroform are toxic by contact, ingestion and inhalation. Additionally Trizol (phenol) is highly corrosive. Use these reagents in a fume hood and use gloves protective clothing and eye protection.
1. To 50 mg frozen flies (or frozen fly tissue) in a 1.5 ml microcentrifuge tube add 1 ml Trizol reagent and homogenize immediately with a disposable plastic pestle. 
